Dikarya is a subkingdom of fungi that includes Ascomycota and Basidiomycota. The gene expression patterns of dikaryon are poorly understood. In this study, we bred a dikaryon DK13 × 3 by mating monokaryons MK13 and MK3, which were from the basidiospores of Pleurotus ostreatus TD300. Using RNA-Seq, we obtained the transcriptomes of the three strains.
Introduction
Dikaryon is a unique organism in which each compartment of a hypha contains two haploid nuclei, each derived from a different parent. It consists of a subkingdom of fungi Dikarya, reproduction. This sexual reproduction mode was distinctly different from that in diploids. The interaction between the genetic materials of the two nuclei in dikaryons has not been well characterized. Are the modes of gene action in dikaryons the same as that in diploids during vegetative growth?
The major types of gene expression patterns found in diploids during vegetative growth are mitotic crossover or mitotic recombination, 2,3 DNA methylation and gene silencing by RNAi, 4 monoallelic expression (sex chromosome inactivation, imprinted gene expression, or autosomal random monoallelic expression), 5 RNA-editing, 6 and differential allele expression in hybrids and parents that contributes to heterosis, 7 etc. Mitotic recombination (also named parasexuality in fungi), DNA methylation and gene silencing by RNAi were also found in dikaryons, [8] [9] [10] while monoallelic expression and RNA-editing have not been identified in the dikaryon. Although not strictly true for all reported species, in terms of the growth rate, enzyme activity and pathogenicity, diploids have a significant advantage over their parental haploids, which is similar to what is exhibited when dikaryons are compared to their parental monokaryons. It was proposed that the heterosis in diploids resulted from the allele gene differential expression in hybrids and their parents, such as presence/absence variation and additive/non-additive (highand low-parent dominance, underdominance, and overdominance) gene expression. [11] [12] [13] [14] The mechanism of heterosis in dikaryons remains obscure.
An effective approach for exploring the allele gene differential expression in dikaryons is the comparison of soluble protein profiles or isoenzyme patterns between a dikaryon and its constituent monokaryons. The soluble protein profile of Schizophyllum commune dikaryon was dramatically different from that of its parental monokaryons, and there are many new bands in the dikaryon 15 ; further studies showed that 14 out of 15 isoenzyme patterns changed between the dikaryon and two monokaryons. 16 Similar results were also reported in other basidiomycetes, such as Coprinus congregatus 17 and Coprinopsis cinerea. 18 Those studies indicated that alleles had different expression patterns in dikaryons and monokaryons. However, subsequent studies found no such difference in higher basidiomycetes and suggested that those reported differences were probably caused by growth conditions and the electrophoresis procedure. 19, 20 Since then, many other observations have confirmed such findings. For example, comparing S. commune monokaryons and the dikaryon, protein two-dimensional gel electrophoresis showed only 6.6% and 7.7% differences, 21 and the sequence complexities and coding properties of polysomal RNA and total RNA had no detectable difference. 22, 23 Nevertheless, using gene expression profiling, the relative differences in the transcription quantity of the 12 laccase genes in the Pleurotus ostreatus dikaryon and its two parental monokaryons showed that the dikaryotic superiority in laccase activity was due to non-additive transcriptional increases in two genes. 24 Genome-wide gene expression pattern analysis of dikaryons and their parental monokaryons has not been reported.
Oyster mushroom P. ostreatus (Jacq. Fr) Kumm. is a white rot basidiomycete that is an important edible and medical mushroom, [25] [26] [27] and it has been studied as a model organism for basidiomycete genetics and genomic studies. 24 In this study, we compared the genome-wide transcriptional profiles among the dikaryon and its two constituent monokaryons of P. ostreatus by Solexa-based RNA-Seq with a focus on the transcriptomic profiling difference analysis between the dikaryon and monokaryons, investigation of the mechanisms of the advantages of sexual reproduction, monoallelic expression, and RNA-editing in dikarya.
Materials and methods

Strains and culture conditions
Monokaryons MK13 and MK3 were from the basidiospores of P. ostreatus TD300, which is a commercial cultivation strain in China and was obtained from Zhengzhou Composite Experiment station, China Edible Fungi Research System (Zhengzhou, China). The mycelial growth rate of MK3 was faster than MK13 on potato dextrose agar (PDA) plates (Fig. 1) . Dikaryon DK13 × 3 was from MK13 and MK3 through A 1 B 1 and A 2 B 2 mating, as identified using mating tests. 28 DK13 × 3 grew faster than its constituent monokaryons in PDA and formed normal fruiting bodies with a biological efficiency that was similar to TD300 in cottonseed hull medium (Fig. 2) . The three strains were cultured in potato dextrose broth (150 mL in a RNA extraction, cDNA library construction and RNA-Seq
Mycelia were isolated from culture broth by centrifugation at 5000 × g for 10 min; 100 g of fresh mycelia was homogenized in liquid nitrogen; and total RNA was extracted using an RNA pure total RNA fast isolation kit (Bioteke, Beijing, China). The total RNA was used for RT-PCR or enrichment of mRNA (poly(A) + RNA) with a Dynabeads mRNA Purification Kit (Invitrogen, Grand Island, NY), and mRNA was then broken into short fragments. Using these short fragments as templates, first-and second-strand cDNA were synthesized. Sequencing adapters, which also served as sample markers, were ligated to short fragments after purification with a QiaQuick PCR Extraction Kit (Qiagen, Hilden, Germany). Fragments that were 200-700 bp were then separated by agarose gel electrophoresis and selected for PCR amplification as sequencing templates. The three strain libraries were sequenced using Illumina HiSeq TM 2000 by the Beijing Genome Institute (BGI) (Shenzhen, China).
Sequencing reads filtering
Raw reads contained low-quality, adaptor-polluted and high contents of unknown base (N) reads, and these noise reads should be removed before downstream analyses. We used internal software to filter reads. After filtering, the remaining reads were called "Clean Reads" and stored in the FASTQ format.
De novo assembly and sequencing assessment
Contigs were assembled from clean reads using a de novo assembler Trinity 29 ; then, non-redundant unigene sets for all three strains were constructed using the EST assembly program TGICL. 30 An all-unigene set was produced from the three contig datasets by further sequence overlap splicing and nonredundancies.
Genome mapping and gene expression analysis
Clean reads were mapped to the reference genome sequence of Pleurotus ostreatus PC15 (http://genome.jgi-psf.org/ PleosPC15 2/PleosPC15 2.home.html) using Bowtie2 31 ; then, the gene expression level was calculated using RSEM. 32 
Differential unigene expression analysis
The unigene expression levels were calculated using the Reads per kb per Million reads (RPKM) method. 33 Under the null hypothesis of equal expression between two samples, the following test gives the p-values for identifying differentially expressed genes (DEGs) between two samples. 34
N1 is the total number of clean tags in MK3 or MK13; N2 is the number in DK13 × 3; x is the number of the clean tags of the target gene in MK3 or MK13, and y is the number in DK13 × 3. p ≤ 0.001 and |log2Ratio| ≥ 1 were used as the threshold to filter DEGs.
The DEGs expressed in all three strains were used to estimate the mid-parent expression value (MPV). The MPV was calculated by averaging the expression level of the parental monokaryons, assuming an (MK3:MK13) ratio of RNA abundance in the nucleus of Dikaryon DK13 × 3 of 1:1, as described elsewhere. 35 
Cloning and sequencing of the urease gene
To validate the gene expression profiles obtained by RNAseq, urease gene poure of the monokaryons and dikaryon was cloned, amplified, and sequenced. Cloning was performed by colony direct PCR 36 using primers POU1 (GCATTTTGATTG-GCAGGGT) and POU2 (AGTGATTACGGCAGGGCG) at PCR conditions of 94 • C for 30 s, 51 • C for 40 s, and 72 • C for 3 min, which were repeated 31 times. mRNAs were amplified using RT-PCR with primers POU3 (TTACCGAGGGAAGAAGCGAA) and POU4 (GGTGGTGACAGAAACGGGAGTA), and PCR conditions were set at 94 • C for 30 s, 52 • C for 40 s, and 72 • C for 2 min, which was repeated 31 times. The PCR products of DNA and mRNA were purified and were then cloned into the pGEM-T Vector (Promega, Madison, WI, USA). The vectors were transformed into E. coli DH5␣, and five transformants were randomly selected and sequenced by the Beijing Genome Institute (BGI) (Shenzhen, China). 
Results
Quality assessment of RNA-seq datasets and mapping of the reference genome Table 1 lists the statistics of the reads. The RNA-seq reads were of high quality; almost all mRNA fragments were sequenced, and 97% of the reads had a Phred quality score greater than 20. We mapped clean reads to the reference genome sequence of Pleurotus ostreatus PC15 (http://genome.jgi-psf.org/ PleosPC15 2/PleosPC15 2.home.html) using HISAT. 37 On average, 60.44% of reads are mapped, and the uniformity of the mapping result for each sample suggests that the samples are comparable. The GenBank accession number for the RNA-seq datasets of the three strains is BioProject Accession: PRJNA326297.
Gene expression analysis
After genome mapping, we used StringTie 38 to reconstruct transcripts, and with genome annotation information, we can identify novel transcripts in our samples using cuffcompare, a tool of cufflinks. 39 In total, we identified 4261 novel transcripts. Then, we merged novel coding transcripts with the reference transcript to obtain a complete reference, mapped clean reads using Bowtie2, 40 and calculated the gene expression level for each sample with RSEM. 41 Thereupon, the total mapping ratios of the clean reads in the transcriptomes of the three strains were increased. Total transcript numbers were all more than ten thousand (Table 2) . We then calculated the read coverage and read distribution on each detected transcript. The Pearson correlation between the transcriptomes of the three strains was obtained. The Pearson correlations of the dikaryon DK13 × 3 to its constituent monokaryons, MK13 and MK3, were 0.8523 and 0.8100, respectively, while the Pearson correlation between the two monokaryons was 0.8124, indicating that the expression profile in DK13 × 3 was more similar to MK13 than MK3 (Fig. 3 ).
Gene expression difference between the three strains
The total RPKMs of the unigenes in MK13, MK3 and DK13 × 3 were 559494, 550716, and 586583. The total RPKMs of the unigenes in DK13 × 3 were 4.8% and 6.5% higher than those in MK13 and MK3 (p < 0.05) (Fig. 4) . Among the unigenes between DK13 × 3 and MK13 or MK3, the common unigenes of the three strains were 27.6%, the common unigenes for DK13 × 3 and MK13 were 10.8%, and the common unigenes for DK13 × 3 and MK3 were 11.3%. The special unigenes in DK13 × 3, MK13 and MK3 were 13.5%, 17.6%, and 15.5%, respectively. Up to 38% of unigenes in DK13 × 3 were derived from its parental monokaryons (Fig. 5) , indicating that the gene expression pattern of present/absent variation occurred among the three strains, and more than one-third of the DEGs in the dikaryon were monoallelic expression genes.
Using p ≤ 0.001 and |log2Ratio| ≥ 1 as the standard to screen the differentially expressed genes (DEGs) between DK13 × 3 and MK13 or MK3, compared to MK13, the number of genes whose expression levels were up-regulated in DK13 × 3 was 11323; 7953 were up-regulated more than 3-fold, and 114 were up-regulated more than 15-fold. Additionally, 8421 genes were down-regulated; 2573 were down-regulated more than 3-fold, while none were down-regulated more than 15-fold (Fig. 6A) . Compared to MK3, the number of genes whose expression was up-regulated in DK13 × 3 was 11578; 7787 were up-regulated more than 3-fold, and 116 were up-regulated more than 15-fold. Furthermore, 7425 genes were down-regulated; 2176 were down-regulated more than 3-fold, and 1 was down-regulated more than 15-fold (Fig. 6B) . The results suggest that the number of up-regulated genes in the dikaryon was much higher than that of down-regulated genes, especially compared to the constituent monokaryons.
The genes in the dikaryon that were 15-fold up-or downregulated compared with the monokaryons were examined with an NCBI online BLASTP homology analyzer. Additionally, 28 and 21 up-regulated genes were found to have related functions to annotated genes; no such genes were found for down-regulated genes. The up-regulated genes were primarily involved in macromolecule utilization, cellular material synthesis, stress resistance and signal transduction, etc. (Tables 3 and 4 ). These findings have provided evidence for the growth advantage that the dikaryon has over the constituent monokaryons.
Among the common DEGs of the three strains, when the DK13 × 3 levels were compared to MPV additive model values, approximately 63.0% (878/2027) of transcripts were identified to be engaged in non-additive gene expression (threshold of greater than two-fold higher/lower). A small plurality of genes, 36.8%, had lower expression levels in DK13 × 3 than expected, while 26.2% were higher and potentially upregulated (Fig. 7) .
For example, we obtained the transcription profiling from the RNA-seq of the 17 laccase genes in the three strains. The gene action modes of the 17 laccase genes could be divided into the following three patterns: genes expressed in both parental monokaryons but not in the dikaryon; genes expressed in one parental monokaryon and dikaryon but not in another parental monokaryon; and genes expressed in parental monokaryons and the dikaryon. However, the total RPKMs of these laccase genes in DK13 × 3 did not present significant differences compared to the parental monokaryons (Table 5) . (Table 6 ). The poure mRNA sequences of MK13, MK3 and DK13 × 3 were all 100% identical to the RNA-seq results. However, the mRNA sequences and gene CDS of poure differed by 4 bases in MK13 and 12 in MK3.
In MK13, the differences were two Ts to Cs and two Gs to As. In MK3, the differences were one C changing to G, four Cs to Ts, four As to Gs, and three Gs to As (Table 7 ). This revealed that P. ostreatus simultaneously occurred in numerous RNA editing types. Furthermore, the poure mRNA sequences of DK13 × 3 were more identical to that of MK13 than MK3, with only two different bases and one predicted amino acid to MK13, while there were 89 different bases compared to MK3. As with MK13, the mRNA sequence and gene CDS of Poure in DK13 × 3 involved 4 bases, one T to C, one C to T, and two Gs to As (Tables 6 and 7) . Urease catalyzed the hydrolysis of urea into carbon dioxide and ammonia. Urease was the first enzyme to be crystallized from jack beans, and it was the first protein whose enzymatic properties were demonstrated by Sumner in 1926. 42 Ureases have been a Group 1, genes expressed in both parental monokaryons but not in the dikaryon; Group 2, genes expressed in one parental monokaryon and the dikaryon but not in another parental monokaryon; Group 3, genes expressed in parental monokaryons and the dikaryon.
found in numerous bacteria, fungi, algae, plants and some invertebrates, and they have been found to help microorganisms and plants use endogenous and exogenous urea as a nitrogen source. The ammonia produced is subsequently utilized to synthesize proteins. 43 Ureases of bacteria, fungi and higher plants are highly conserved. 44 In higher plants and fungi, the enzyme is encoded by a single gene. 45, 46 Thus, our results showed that the poure transcript of DK13 × 3 was from the MK13 poure gene and that RNA editing also occurred (Table 6 ).
Discussion
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The accession numbers in GeneBank of the poure gene CDS of Pleurotus ostreatus MK13 and MK3 are KF312589.1 and KF312590.1. 
profiling approaches. The high throughput RNA-seq was certainly more thorough and comprehensive than traditional DNA hybridization. 47 Based on the gene transcriptional quantity, heterosis in diploids was considered to result from differential gene expression, including the following five gene expression patterns: (i) genes expressed in both parents but not in hybrids, (ii) genes expressed in one parent and hybrid but not in another parent, (iii) genes expressed in one parent but not in another parent or hybrid, (iv) genes expressed only in a hybrid but not in both parents, and (v) genes expressed in both parents and the hybrid. The first four patterns are the presence/absence variations (PAV) 48 ; the fifth could be divided into additive and non-additive gene expression patterns for which hybrids showed a transcript level equal to or deviating from the midparent value (average of the two parents). [49] [50] [51] In this study, the mycelial growth rate of P. ostreatus dikaryon DK13 × 3 was significantly higher than that of the two parental monokaryons, indicating the advantage of sexual reproduction or heterosis in the dikaryon. The total gene expression quantity in the dikaryon was 4.8% and 6.5% higher than its constituent monokaryons, and all possible modes of differential gene expression that were present in the dikaryon when compared to its constituent monokaryons, including presence/absence variation and additive/non-additive gene expression, may be contributing to heterosis. This was confirmed in previous studies. 24 Monoallelic expression genes have been found in a number of organisms, including humans, rodents, corn, and yeast. 52 They are on the X chromosome in female placental mammals or on autosomes, 5 and the selection of the expressed allele may depend on the parental origin or be random. 53 However, this phenomenon has not been reported in the dikaryon. Those DEGs in the dikaryon can be divided into four groups. The main group was simultaneously expressed in both of the monokaryons. The other two smaller groups were expressed in only one of two monokaryons. The fourth group was expressed in the dikaryon alone. DEGs in the dikaryon only expressing MK3 or MK13 might be regarded as monoallelic expression genes, as evidenced by RT-PCR cloning and sequencing results. For example, the poure transcript in the dikaryon was from the MK13 nucleus gene but not MK3. More than 10% of the monoallelic expression genes in the dikaryon were from each parental monokaryon. However, we could not determine whether they demonstrated autosomal random monoallelic expression, sex chromosome inactivation, or imprinted gene expression. In fungi, the chromosome containing mating genes may be deemed as the sex chromosome. In mice and humans, more than 10% of the genes have autosomal random monoallelic expression. 54, 55 The isozyme bands that are only present in the S. commune dikaryon were demonstrated to depend on the expression of mating genes A and B. 16 Accordingly, the relationship between the fourth group and the mating genes merits further study. RNA-editing by base deamination has been reported in plant mitochondria and plastids (C-to-U editing) 56 and mammals (A-to-I editing) 57 ; U-to-C and guanosine (G)-to-A changes, which are probably by trans-amination, are also reported in mammals. 58, 59 No similar cases have been found in higher fungi. In this study, our results showed that numerous types of RNA editing existed in the poure mRNA in P. ostreatus, including C-T, A-G, and C-G base substitution.
Taken together, our results suggest that the gene expression patterns in dikaryons should be similar to diploid. Finally, we strongly propose that the fungal dikaryon is a perfect experimental model for studying sex evolution and monoallelic expression due to its unique biology. The two parental monokaryons can independently live with asexual reproduction. It was proposed that the monokaryons were the temporary stage of dikaryons and had less combative ability than dikaryons, 60 but several species models have demonstrated that monokaryons have a similar or more combative phenotype compared to dikaryons. 61, 62 Therefore, it was suggested that monokaryons with greater adaptive genetic potential may improve the combative ability to dikaryons. 63 In dikaryons, the two monokaryon nuclei do not fuse to karyogamy, and the two chromosomal sets only occasionally recombine during vegetative growth 63 ; therefore, it is easy to determine the origins of alleles in a dikaryon. Although there is no paternal and maternal distinction in the mating of two compatible monokaryons, as with other sexual reproduction, the mitochondrion in almost all dikaryons is from only one monokaryon. 64 The example donor can be regarded as the female parent.
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